Appelbaum/Dul 10/1S/95 
EXPRESSION OF TNF-LIKE PROTEIN 
HGS clone 413412 = HTPAN08 


Objectives: 

• Express as fusion protein in E. coli— to be used for raising antibodies 

• Express in soluble form in E. coli or other systems— to be used for receptor 
binding and activity assays 

Accompli shments : 

• ..Plasmid DNA-from HGS -strain (purified -by- KL-B,-Tah) was sequenced.— 

The DMA. sequence in the open reading frame agreed with that reported by HQS. 

There was a 1 bp difference upstream of the first of 3 closely spaced in-frame 
ATG codons, which makes it more likely that the first ATG is the translation 
initiator codon (TTCATGG in HGS sequence is ATCATGG in SB sequence; the 
latter is in good agreement with Kozak consensus upstream sequence) ^ 

m 

• Two fusion constructs were made for E. coli expression; both expressed well as GQ 
insoluble proteins; both have the potential for release of untagged protein — f 
following enterokinase digestion- Protein purification/rabbit injection is planned, ^ 
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following enterokinase digestion. Protein purification/rabbit injection is planned. 

HP 


sTNFa-homology 3> 

cDNA 413412 ^ 







1 * 1 


l 

I taBBBZaaSBBBBina P L -DETl-DET2-«k-4 1-300 IT! 


DET1 DET2 , Q 

o 


i 


DET1 DET2 


P L -DETl-DET2-ek- 1 22-300 ^£ 

HP=bydrophobic 

DETl=epitope gpl20 

DET2=hexaHis 

ek=enterokinase site 

P L = promoter 

* = 3 ATG codons 

(codons numbered from 1st ATG) 


CREATED (X fCN OCT 16 ]4;S9:2l 


*7 


A 


A 







STRATPG^e Eoa_EEVE II I6s95 1^:53:2^ 

IriOGE SIS u <83 « e>. //tf jj£Tf o £ £ v, 

XtiOGE CRSOTcD CM W OCT 16 l<:53: 19 199S. ^J^jtA TVF-UEC 


ok coc^orcr^^j-r^.v^^ rpc-}P steer 


«< - 

^ ' J* / 1 

•vj 


r4 


vi yi *j 


^^•i * * _ _ . _ - 



«.); 


1/ 



- - r v * X - z - *%ci • - c -4 

*. - : . • • ^ * - - •„ 1 

»- * - - ' ■ • I 

• - 1 • * \ • . 4 

~ . - * • .-J 




BEST AVAILABLE COPY 


